Nucleic acids have been shown to be versatile molecules and engineered to produce various nanostructures. However, the poor rate of these uncatalyzed nucleic acid reactions has restricted the development and applications. Herein, we reported a novel finding that DNA self-assembly could be nonenzymatically catalyzed by artificial agents with an increasing dissociation rate constant K2. The catalytic role of several artificial agents in DNA self-assembly was verified by real-time fluorescent detection or agarose gel electrophoresis. We found that 20% PEG 200 could significantly catalyze DNA self-assembly and increase the reaction efficiency, such as linear hybridization chain reaction (HCR) and exponential hairpin assembly (EHA). Therefore, we foresee that a fast and efficient DNA self-assembly in structural DNA nanotechnology will be desirable.
K2 increased, unwinding of A F B D was prone to happen ( Fig. 1a and Supplementary Figure S1 ). B D strand was exchanged by a single-stranded DNA (ssDNA) B resulting in fluorescence emission increased ( Fig. 1b) . At the same time, the fluorescence signal of reaction system with 30% PEG 200 rapidly increased compared with reaction system without PEG 200. This implied that PEG 200 indeed could unwind double-stranded DNA, and increased dissociation rate constant K2 (Supplementary Figure S1 ). So, we conducted a systematic review of the available literature and found some substances that may accelerate DNA strand exchange and increase dissociation rate constant K2 [18] [19] [20] [21] [22] [23] [24] . The effects of different concentrations of these substances on DNA strand exchange were investigated and the results were shown in Supplementary Figures S2-10 . Their optimal concentrations for DNA strand exchange were further compared with each other (Fig. 2) . Only a slight increase in FAM fluorescence intensity was observed compared with the additive-free system, when 0.5% pullulan, 2 M betaine, and 0.5 mM DTT were respectively employed as an additive to DNA strand exchange. Moreover, there was no increase of fluorescence intensity in a time dependent manner. These results confirmed 0.5% pullulan, 2 M betaine, and 0.5 mM DTT had a little impact on DNA strand exchange. But a big jump in fluorescence intensity was observed compared with the additive-free system, when 30% PEG 200, 40% DMSO, 2 mM CTAB and 50% PEG 6000 were respectively added to reaction system. Notably, the fluorescence intensity was rapidly increased within 10 min, when 30% PEG 200 and 40% DMSO were respectively added, and an accelerated effect of 30% PEG 200 was greater than that of 40% DMSO. We inferred that the artificial agents increasing dissociation rate constant K2, such as PEG 200, could promote DNA strand exchange reaction by a concentration dependent manner. The reason that PEG200 could accelerate DNA strand exchange reaction may be molecular crowding 25, 26 and hydrophobic interactions 20 .
The rate constant of DNA strand exchange reaction (SER) was determined by fitting the experimental data to a first-order reaction equation: HCR catalyzed by PEG 200. Firstly, we explored the effect of PEG 200 on linear DNA strand displacement reaction. HCR 12 is a classical, enzyme-free, and linear growth hybridization chain reaction based on two stable species of DNA hairpins and DNA strand displacement reaction (Fig. 3a) . In order to verify the effect of PEG 200 on HCR, the different concentrations of PEG 200 were added to HCR reaction system. HCR products were analyzed by agarose gel electrophoresis (Fig. 3b ). It was seen that the yield and molecular weight of HCR products in the presence of 10% or 20% PEG 200 ( Fig. 3b , Lane 2-3) were obviously superior to that of PEG-free HCR reaction ( Fig. 3b , Lane 1). Thus, we could conclude that 10% and 20% PEG 200 indeed catalyzed HCR and the rate constant of HCR added 20% PEG 200 was about 100 folds compared with that of PEG 200-free HCR (Supplementary Figure S11) . The positive effect of PEG 200 on HCR confirmed that the substance with increasing dissociation rate constant K2 could accelerate DNA self-assembly reaction. However, there were only a few of products when the concentration of PEG 200 was increased to 40% (Fig. 3b, Lane 4) , which demonstrated HCR was inhibited in the presence of high concentration of 40% PEG 200. In addition, we also verified that betaine with decreasing association rate constant K1 indeed inhibited HCR (Supplementary Figure S12) . Conversely, PEG 200 with increasing dissociation rate constant K2 improved HCR.
The effect of PEG 200 on exponential hairpin assembly. We next assessed the effect of PEG 200 on exponential hairpin assembly (EHA) 16, 17 (Fig. 4a ). EHA reaction employed four hairpins H1, H2, H3 and H4. The Cy3 and Cy5 were respectively conjugated to hairpins H3 and H4. The Cy3 and Cy5 were separated in the absence of target DNA. When target DNA was present, Cy3 conjugated to hairpin H3 was brought close to Cy5 on the neighboring hairpin H4, and the energy was transferred from Cy3 to Cy5. Thus, the EHA reaction could be detected by observation of the lasing emission from Cy5 at approximate 660 nm 16 .
To investigate the effect of PEG 200 on exponential DNA assembly, 10% and 20% PEG 200 were respectively added to EHA system. As shown in Fig. 4b , the fluorescence intensity was rapidly increased in a short time in the presence of PEG 200. EHA reaction rapidly reached a plateau about 20 min when 20% PEG 200 was added to EHA system. In contrast, the fluorescence intensity was still mounting for 60 min in PEG 200-free EHA reaction. The result of agarose gel electrophoresis for EHA reaction products has also proved it (Fig. 4c ). We could see that the yield and molecular weight of EHA products in the presence of 10% or 20% PEG 200 (Fig. 4c , Lane 2-3 and 6-7) were larger than that of PEG-free EHA reaction (Fig. 4c, Lane1 and 5) . Therefore, PEG 200 indeed accelerated EHA reaction and greatly improved its reaction efficiency. The rate constant of EHA was determined The effect of DMSO on HCR. It has been reported that PEG and DMSO were usually employed as enhancers in PCR to template with high GC content [21] [22] [23] [24] . Therefore, we further verified the effect of DMSO on DNA self-assembly. The different concentrations of DMSO were added to HCR reaction system and HCR products were analyzed by agarose gel electrophoresis (Supplementary Figure S13 ). According to HCR products provided on agarose gel electrophoresis, although DMSO was also able to catalyze DNA self-assembly in certain concentrations, the effect of DMSO on HCR were not approaching that of PEG 200 (Fig. 3b , Lane 2-3) and this result was consistent with that of Fig. 2 .
Conclusions
DNA has indeed been employed as a versatile molecule for engineering DNA nanostructures. Currently, DNA self-assembly is usually driven by the energy of base-pair formation for hybridization-based systems or entropy-driven 11 . Thus, the enzyme-free DNA self-assembly have shown promising potential to be widely used for its simplicity, which is also one of main advantages of DNA self-assembly. Unfortunately, DNA self-assembly did not offer sufficient reaction rate and yield. How to improve the rate and yield of DNA self-assembly would be very crucial for future developments of this field. Although the engagement of enzymes in DNA self-assembly may circumvent this problem, it largely overrides the simplicity of DNA self-assembly. The vulnerability of enzymes would greatly limit the real application potential of DNA self-assembly in regulating cell functions, delivering therapeutic reagents, and so on 28, 29 .
In this work, we have found that PEG 200 with decreasing Tm of DNA and increasing dissociation rate constant K2 could accelerate the dissociation degree of dsDNA, improve the rate of DNA strand exchange, and especially catalyze DNA self-assembly to give a faster and more efficient self-assembled DNA nanostructure. The PEG-catalyzed DNA self-assembly was simpler and more robust, which was very different from the enzyme-mediated DNA self-assembly. It is envisioned that our finding will greatly spur further development in the aspects of interaction of DNA, nucleic acid amplification, and structural DNA nanotechnology. 
